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Proposed aaim 27: A method of screening operating conditions of a coupling reactioiL 
of at least two functioixal groups, comprising: 

i) reacting together at least two compounds: 

a first compound of formula Ei-Xi-Gi in which Gi represents a Sist of said at 
lea^ two functional groups, Xi represents a covalent bond or a &st spacer group, and Ei 
represents the residue of a first molecule Mi for which a first specific antibody ACi is available; 
and 

a second compound of fonnula E2-X2-G2 in which G2 represents a second of said 
at least two functional groups^ X2 rq)resexits a covalent bond or a second spacer group, which is 
optionally identical to or different from Xi, and E2 represents either a resickie of a second 
molecule M2 that is different from Mi and for which a second specific antibody AC2 is available, 
or a group capable of fonning at least one covalent bond with the antibody ACi in the presence 
of a coupling agent, 

wherein said at least two compounds are reacted in a solution comprising a solvent under 
predetermined operating conditions comprising a candidate operating condition to obtain a 
reaction medium and in the reaction medium, to obtain a compound Z composed of oomprioing 
the chain Ei-Xi-Gi-Gr-X2-E2 comprising the Eh Xu and E2, wherein G1-G2 represents the 
group of atoms resulting from the coupling of said at least two functional groups; 

ii) detemiining the concentration of the obtained compound Z in the reaction medium at a 
predetennined reaction time t, by at least one immunoassay, said immunoassay comprising at 
least: 

bringing the reaction medium obtained at reaction time t into contact with a solid phase 
on which the first antibody ACI is immobilized so as to obtain the attachment of the compound 
Z to said solid phase by immunQbinding between the antibody ACI and the residue Ei of the 
compound Z; 

removing the reaction medium; 

measuring the amoxmt of compound Z attached to the solid phase: and 
determining, on a standard range, the concentration of the obtained compound Z in the 
reaction mftrfium at said time t from the amount of compound Z thus measured: 
comprising at looot the antibody AC4 ; and 

iii) evaluating the effects of the candidate operating condition(s) on said coupling 
reaction by the concentration of compound Z thus determined. 
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